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Abstract
The species Proceratophrys cristiceps belongs to the genus Proceratophrys within the family Cycloramphidae. These
amphibians are found exclusively in South America in the morphoclimatic domain of the semi-arid depression zones in
northeastern Brazil known as the Caatinga. We examined intrapopulational variation using univariate and multivariate
statistics with traditional and geometric morphometrics, which supported the existence of two morphotypes of this species.
Our results indicated significant degrees of variation in skeletal characteristics between some natural populations of this
species. Careful analyses of variability levels are fundamental to avoid taxonomic errors, principally in populations that
demonstrate characteristics intimately associated with their area of occurrence, as is the case of Proceratophrys cristiceps.
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Introduction
Individuals of the species Proceratophrys cristiceps (Mu ¨ller, 1883) are
found exclusively in the inter-montane depression zones and inter-
plain semi-arid regions known collectively as the caatinga (dryland)
region [1]. These amphibians are classified within the family
Cycloramphidae [2] and belong to the genus Proceratophrys Miranda-
Ribeiro, 1920, together with 18 other species distributed within
different exclusively South American morpho-climatic domains.
The species P. cristiceps was originally described based on external
morphological characteristics as well as some skeletal features [3].
Information concerning this species is still relatively scarce overall,
and the most important information beyond that presented in the
original description can be found in onlythreeotherpublishedworks
that examine their morphology [4,2,5]; information regarding their
ecology and biology is essentially non-existent.
Studies that deal with chromatism (whether in amphibians or
other taxa) generally describe such variations as being characteristics
of distinct species or treat it as a question related to taxonomic
identification [6,7]-while otherauthorshave utilizedthischaracterto
distinguish populations according to the areas in which it occurs [8].
Two basic color patterns can be observed in P. cristiceps that always
appear sympatrically throughout their range in the caatinga, a
characteristic common to some other species of the same genus.
There are currently no published reports of other visual
characteristics that would allow the identification of the morpho-
types of P. cristiceps beyond their general color patterns. The
present work examines intraspecific variation within a population
of neotropical toads and identifies two morphotypes of the species
P. cristiceps through the use of morphometric studies and the
morphology of their crania, and discusses polymorphism and
its implication in the taxonomy of these amphibians as well as
other taxa.
Results
Individuals of both morphotypes of P. cristiceps demonstrated
significant differences in terms of eye-nostril distance (END) by the
Student t test, with this variable character being on the average
0.26 mm larger than the common morphotype. No other
statistically significant differences were observed in relation to
the other measurements between the two morphotypes (Table 1).
Significant differences were observed when comparing the
linear equations of the regression lines for the variables SVL and
DNR (Table 2), but not for SVL and END. This analysis
reinforced the observed size variability between the morphotypes.
As such, for every increase of one (1) millimeter of snout-vent
length (logSVL) in the common morphotype, there was an
increase of approximately 0.66 mm in the distance from the nostril
to the most anterior extremity of the rostra (DNR). This
relationship was even greater in the yellow morphotype, with
the same DNR increasing almost 0.90 mm.
The dispersion diagrams and the regression lines between snout-
vent length (SVL) development in relation to the distance from the
nostril to the most anterior extremity of the rostra (DNR) are
presented in Figure 1.
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associations, and that the difference seen earlier in the t test in
relation to the logarithmic variable eye-nostril distance (END) was
reinforced by allometric studies of the morphotypes (Table 3).
Discrete levels of variation were seen and the animals demon-
strated similar patterns in terms of their overall body development
(with the exception of the END variable).
In comparing the crania, it was observed that in the common
morphotype (Figure 2)the alary processeswere long and narrow and
the nasals were amply juxtaposed with a small contact area with the
frontoparietals (these latter structures having small and un-
accentuated crests and grooves situated in their posterior portion).
Theorbitalbranchesofthesquamosalwerethickandlong,and were
sutured intheircontactwiththemaxilla.Thecondyleoccipitalswere
wideandnotclose,whilethepalatineswerethinandmadealmostno
contact with each other or with the vomers.
A relatively short cranium was observed in the yellow
morphotype (Figure 3), with wide alary processes, as well as nasals
juxtaposed at their anterior end. The condyle occipitals were wide
and not close, the palatines touched each other as well as the
vomers-to the contrary of the cranium of the common morpho-
type. The frontoparietals were short and moderately wide with no
crests or grooves in their posterior portion, or when present, in
very small numbers. The maxilla was concave and not sutured to
the orbital branch of the squamosal in 67% of the individuals, and
this latter structure was thin and cartilaginous near the maxilla.
The characteristics observed were also present in specimens from
other populations.
Figures 4 and 5 represent the RWA plots of the data sets of the
dorsal and lateral configurations of the common and yellow
morphotypes. In analyzing the two configurations it could be seen
that the morphotypes were intimately related-which would be
expected in studies of intrapopulational variation.
The differences in the dorsal configurations were principally
related to landmarks 1, 2, 5, 8, and 9 in individuals of the common
morphotype, and were characterized by a shift to the right in the
RWA 1 (the opposite of that seen in the yellow morphotype). In the
yellow morphotype, there was a shift to the left, with variations of
landmarks 3, 5, 6, and 7. The principal differences between the
commonandyellowmorphotypescanbeseenintheoccipital,supra-
ocular, and rostral regions. The Hotelling’s t-test, of discriminate
function, suggests that these differences are significant.
The analyses of the lateral configurations of the specimens were
more uniformly distributed, and in spite of the fact that certain
differences were observed they were not statistically significant by
the Hotelling’s t-test of discriminate function.
Discussion
Two basic types of variation can be considered from an
evolutionary point of view [9]: group variation, which refers to
differences between populations; and individual variation, which
considers the differences between individuals of a single population
(including polymorphic variations in which any physical trait can
vary individually, whether it be an external morphological
character, a physiological attribute, or even related to structural
cytology-such as the number, pattern, and/or form of the
chromosomes). This variation can result in the simultaneous
occurrence of various genetic factors (alleles or genetic dispositions)
in a population-resulting in discontinuous phenotypic effects,
which in many cases would be very common in the homologous
polymorphic series typical of certain animal families.
In considering metric characteristics (such as external morpho-
logical attributes), a given animal population can demonstrate
Table 1. Student t test of the morphotype measurements of P. cristiceps.
Variables Common morphotype Yellow morphotype t DF p Variances p Levene
Average6SD N Average6SD N
LogSVL 3.2060.503 59 3.1160.415 20 0.78 39 0.44 1.47 0.47
LogHW 2.4260.465 59 2.4360.503 20 20.01 31 0.99 1.17 0.62
LogIND 0.6460.410 59 0.5160.324 20 1.37 41 0.18 1.60 0.13
LogEND 0.7760.423 59 0.5160.352 20 2.72 39 0.01 1.45 0.22
LogEL 1.1460.354 59 1.1160.355 20 0.30 33 0.76 1.00 0.83
LogTL 2.3060.424 59 2.1660.442 20 1.21 32 0.23 1.08 0.81
LogFL 2.6760.437 59 2.4960.437 20 1.59 33 0.12 1.00 0.91
LogDNR 0.8960.390 59 0.7660.401 20 1.25 32 0.22 1.06 0.95
LogIMT 0.8460.486 59 0.6760.481 20 1.35 33 0.19 1.02 0.75
Values significantly different at the p,0.05 level are indicated in bold.
doi:10.1371/journal.pone.0003934.t001
Table 2. Comparison test of the regression lines of
measurements of the common and yellow morphotypes of P.
cristiceps.
Variables bc SSc Ba SSa Sb1–b2 /t/
SVL6END 0.19 6.08 0.18 2.47 0.042 0.24
SVL6DNR 0.66 6.35 0.88 2.38 0.030 7.33
SVL6IMT 0.26 6.33 0.22 10.04 0.050 0.80
SVL6FL 0.59 29.28 0.75 14.49 0.095 1.68
SVL6EL 0.21 8.91 0.30 5.01 0.054 1.67
SVL6TL 0.50 21.43 0.64 8.65 0.080 1.75
SVL6IND 0.15 5.18 0.16 2.70 0.040 0.25
SVL6HW 0.60 18.00 0.76 13.22 0.081 1.97
The variable emphasized corresponds to the one with a significant difference
between the inclinations of the regression lines of the morphotypes, in critical
values of the ta(2),DF distribution: t0,05(2),75=1.92. SSc: sum of the squares of the
common morphotype, Ssa: sum of the squares of the yellow morphotype, Sb1–
b2: standard error, bc: regression coefficient of the common specimens, and ba:
regression coefficient of the yellow specimens.
doi:10.1371/journal.pone.0003934.t002
Variation in Toad Neotropical
PLoS ONE | www.plosone.org 2 December 2008 | Volume 3 | Issue 12 | e3934relative degrees of variability, especially when their shape is
considered a valid character for analysis. This can be seen in the
specimens of P. cristiceps examined here, which can readily be
classified into two color categories-a typical example of the
intraspecific and intrapopulational variability. Additionally, as was
demonstrated above, this same variation can be quantified using
metric and shape attributes.
The animals of the yellow morphotype category generally have
smaller dimensions that the common morphotype, and as
demonstrated by the Student t test one of the measurements was
actually statistically significant, showing a certain degree of
cephalic variation.
Reinforcing the observed differences between the color
morphotypes, the cranial characters analyzed demonstrated that
the yellow morphotype has a relatively short skull, which is
supported by the statistically significant differences observed in the
t test, in the eye-nostril distance (END), as well as in the linear
equation of the distance from the nares to the most anterior
extremity of the rostra (DNR). The morphotypes behave like
differentiated elements in terms of the DNR criterion, as would be
expected for representatives of disjoint populations [10]. Addi-
tionally, the frontoparietals and the alary process were short and
wide in the yellow morphotype, with the orbital branch not being
sutured to the maxilla in most of the individuals analyzed-a
Figure 1. Graphical representation of the dispersal and regression lines. Variables: snout-vent length (SVL)6distance from the snout to the
most anterior extremity of the rostra (DNR). The filled circles represent the yellow morphotype, and open triangles represent the common
morphotype. Morphotype yellow Y=21.98+0.88X, r=0.91, p=0.00000002 and Morphotype common Y=21.21+0.66X, r=0.85, p=0.00000000. Std.
error of estimate=0.25; F(1.77)=213.75.
doi:10.1371/journal.pone.0003934.g001
Table 3. Allometric coefficients (6standard error) of the morphotypes of P. cristiceps.
Variables Common morphotype (n=59) Yellow morphotype (n=20) t DF p Variances p Levene
a br a br
HW 0.9360.06 20.2360.08 0.86 1.2160.16 20.5860.21 0.81 20.01 31 0.99 1.17 0.62
IND 0.8260.07 20.8660.09 0.78 0.7860,12 20.8360.15 0.77 1.37 41 0.18 1.60 0.13
END 0.8460.07 20.8360.09 0.77 0.8560.08 20.9260.10 0.92 2.72 39 0.01 1.45 0.22
EL 0.7060.05 20.5060.06 0.87 0.8560.08 20.7060.10 0.92 0.30 33 0.76 1.00 0.83
TL 0.8460.06 20.1760.05 0.85 1.5060.21 21.1060.30 0.80 1.45 26 0.16 2.00 0.20
FL 1.0360.08 20.3060.12 0.80 1.0560.08 20.3460.11 0.94 1.24 39 0.22 1.43 0.77
DNR 0.8060.05 20.7060.07 0.85 0.9660.09 20.9760.12 0.91 1.25 32 0.22 1.06 0.95
IMT 0.9660.06 20.9760.08 0.88 1.1660.07 21.360.09 0.96 1.35 33 0.19 1.02 0.75
Values significantly different at the p,0.05 level are indicated in bold.
doi:10.1371/journal.pone.0003934.t003
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&L u ¨tken, 1862 [4]. The common morphotype, to the contrary,
demonstrates a more elongated cranium and the squamosal orbital
branch is thick and sutured to the maxilla-this latter characteristic
being typical of the genus Proceratophrys [11].
Variations in bone structure among individuals of the same
species are quite common, principally when considering the absence
or presence of certain cranial structures. Intraspecific variability in
the number and morphology of the lacrimal, sclerotic ossicles, and
maxilla has been described in some species of lizards of Iberian
Peninsula [12], while in another study with marsupials, cranial
variability was observed principally in the nasals, postorbital
processes, and supra-orbital crests [13]. Generally these types of
variations can originate with the process of ossification during
development, as noted in amphibians of the species Ascaphus truei
[14]; this type of variability is uncommon in mammals, however, as
skeletal characteristics tend to be conservative.
The absence of bony structures or even differences in the
number of bones, principally when accompanied by chromatic
variability, can generate problems for the systematics of some taxa-
and in order to avoid taxonomic errors it is necessary to recognize
certain characters as being valid and take into account the
magnitude of those variations. In examining cranial variability in
Erinaceus concolor [15], the types and magnitudes of the differences
in the nasomaxillary suture and cranial morphology pointed to the
existence of morphotypes and not different species, as has often
been observed in other groups.
The morphotypes of P. cristiceps are distinguished not only by a
number of cranial characteristics but also by studies of cranial shape.
Our analyses demonstrated that the principal variations were
specifically located in the occipital, supra-ocular, and rostral regions,
as well as in the prootic-squamosal length, giving rise to the two
distinct morpho-shapes. The use of geometric morphometry
identified valid differences between the animals and a more precise
understanding of the magnitude of variation between the common
and yellow phenotypes, completing the univariate analysis of the
data. The utilization of this type of analysis is critical to
understanding the interactions between phenotype, genotype, and
environmental spaces [16], principally in studies of amphibians.
The identification of polymorphism in individuals of any species
requires care in choosing the focal characters, as well as in defining
the parameters of that polymorphism. Polymorphism is a variation
within a species that is independent of ontogeny and of the sex of
the animal (assuming that the variation is genetically based and
hereditable) [17]. Adopting this definition, characteristics such as
eye-nostril distance, distance from the nares to the most anterior
extremity of the rostra, aspects of head shape, as well as variations
in cranial bones, do in fact correspond to polymorphic characters
because of the existence of significant statistical differences
between the morphotypes.
Even though they demonstrated a certain degree of variability,
many characteristics beyond those related to external morphology
were observed to be held in common among the morphotypes of
P. cristiceps. A good example is the similarity in the pattern of
overall body development evident in the allometry analysis-which
represents a quantitative phenomenon typical of the larger
population, and whose distortions were only perceived when the
animals were submitted to a much more profound analysis (such as
the slope of the regression lines or multivariate shape analyses) that
supported the differences between the morphotypes.
Individuals of the species P. cristiceps were seen to have a series of
variations beyond those normally recognized (such as general color
pattern), and we therefore considered the morphological divergence
of the coloration patterns in populations as being due to
environmental or genetic fluctuations over time [18]. These
differences are clear and reinforce the existence of at least two
morphotypes within that species. This phenomenon is not exclusive
to the population found at the Pedra da Boca State Park-as the
yellow morphotype is also known from other localities–and could be
verified bycranial analysesofindividualsfrom otherpopulationsand
from herpetological collections. As such, the variations seen in the
specimens examined do not represent local or isolated events.
Materials and Methods
A total of 79 specimens of P. cristiceps were collected using both
active and passive capture techniques in the Pedra da Boca State
Park (Figure 6) (6u469180S635u389800W). The Park is located in
the municipality of Araruna, in the Vale do Curimatau ´ Oriental
geographic meso-region of the Borborema, in northern Paraı ´ba
State, Brazil.
Figure 2. The cranium of a common morphotype specimen of P.
cristiceps. A-dorsal view, B-palatal view, C-lateral view. 1-alary process,
2-nasal, 3-maxilla, 4-frontoparietal, 5-orbital branch of squamosal, 6-
occipital condyle, 7-vomer and 8-palatine. Author: Kleber Vieira.
doi:10.1371/journal.pone.0003934.g002
Figure 3. The cranium of a yellow morphotype specimen of P.
cristiceps. A–dorsal view, B–palatal view, C–lateral view. Author: Kleber
Vieira.
doi:10.1371/journal.pone.0003934.g003
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between January and April 2004. Passive collections were made
near small streams using interception and pitfall traps [19]. The
captured specimens were euthanized following international
norms [20] and then fixed in 4% formalin, and subsequently
preserved in 70u GL alcohol. All specimens were deposited in the
Herpetological Collection of the Department of Systematics and
Ecology, Centro de Cie ˆncias Exatas e da Natureza, Universidade
Federal da Paraı ´ba, Brazil.
Of the 79 specimens of P. cristiceps collected, 59 (75%) could be
characterized as the ‘‘common’’ morphotype while the other 20
(25%) were of the ‘‘yellow’’ morphotype (Figure 7). The
‘‘common’’ morphotype has the typical coloration attributed to
the species-from brown to gray, while the ‘‘yellow’’ (or an
approximate tone) morphotype is less frequently encountered. The
term morphotype, as used here, follows the definition for certain
characteristics within a population that are derived from genetic or
ontogenetic factors [21].
Specimens of both morphotypes were compared with the
original description of the species P. cristiceps, as well as with
additional characteristics presented by subsequent authors
[4,11,22], in order to confirm the identities of the study material
[23]. Additionally, the animals collected in the State Park were
compared with specimens securely identified by M. T. Rodrigues
and P. Cascon as being P. cristiceps, and which had previously been
deposited in the Herpetological Collection of the Systematics and
Ecology Department, CCEN/UFPB.
Twenty-four crania were prepared and examined-twelve from
the common morphotype and twelve from the yellow variety. All
of the skulls were from adult individuals (SVL greater than
30 mm) according to established classification [24,25]. The
animals were dissected and the cephalic portion was removed,
and the crania were subsequently cleaned with a 3% KHO
solution [26]. After cleaning and removal of the jaws, the skulls
were placed in a drying oven for two days. Drawings were made of
the dorsal, palatal, and lateral views of the dry material using a
camara lucida apparatus coupled to a stereomicroscope. All of the
bone reference points, as well as their nomenclature, likewise
followed established classifications [27,28].
Fourteen crania of P. cristiceps (seven from the common
morphotype and seven from the yellow variety) from Palmeirais
(5u589400S643u039480) inthe Parnaı ´ba River basin,Piauı ´State,and
from areas within the municipalities of Patos (7u019280S6
37u169480W) and Cabaceiras (7u229500S636u179510W) in Paraı ´ba
State, were examined and compared with specimens collected in the
Pedra da Boca State Park. Of the seven animals of the common
Figure 4. Relative Warp analysis of the morphotypes of P. cristiceps in dorsal configuration. Variance observed for the first two Relative
Warps: Warp 1 (41.33%) and Warp 2 (26.50%). Circles: yellow morphotype; crosses: common morphotype. A–Mean Shape; B–Individual of P. cristiceps
with a positive RWA 2 score and C–Individual of P. cristiceps with a positive RWA 1 score. Highly significant differences in Hotelling’s t
2=99.7;
F(20.53)=3.7; p: 0.000126.
doi:10.1371/journal.pone.0003934.g004
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PLoS ONE | www.plosone.org 5 December 2008 | Volume 3 | Issue 12 | e3934Figure 5. Relative Warp analysis of the morphotypes of P. cristiceps in lateral configuration. Variance observed for the first two Relative
Warps: Warp 1 (27.92%) and Warp 2 (19.08%). Circles: yellow morphotype; crosses: common morphotype. A–Mean Shape; B–Individual of P. cristiceps
with a positive RWA 2 score and C–Individual of P. cristiceps with a positive RWA 1 score. No significant differences were observed in Hotelling’s
t
2=17.2; F(14.58)=1.0; p: 0.71.
doi:10.1371/journal.pone.0003934.g005
Figure 6. Location of the Pedra da Boca State Park (red triangle).
doi:10.1371/journal.pone.0003934.g006
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from Palmeirais. Of the seven animals of the yellow morphotype,
three were from Palmeirais, three from Cabaceiras, and one from
Patos.
Morphometric studies
Precision (0.05 mm) Veneer calipers were used to measure all of
the 79 specimens collected. Nine different measurements were
made: snout-vent length (SVL), head width (HW), internarial
distance (IND), eye-nostril distance (END), eye length (EL), tibia
length (TL), foot length (FL), length of internal metatarsal tubercle
(IMT), as well as the distance from the snout to the most anterior
extremity of the rostra (DNR). These measurements were chosen
as being the most informative and the most frequently used by
taxonomists working with this group.
All measurements were subjected a priori to the Shapiro-Wilks
normality test (data not shown) using the Statistica software
package (StatSoft; Inc.; OK) in order to confirm their normal
distribution. The Shapiro-Wilks test was used due to its
adaptability to a wide range of problems related to evaluating
the normality of univariate data [29]. The variables were
subsequently log-transformed (natural log) and the Student t test
applied to compare the measurement averages between morpho-
types. When the absolute value between the two measurements
was equal or greater than the minimal significant difference
(MSD), those measurements were considered statistically different
at a p,0.05 significance level [30]. The Levene’s test was used to
determine if the variables were homoscedastic or not.
Regression analysis was also applied to the SVL (and other
measurements) in order to compare the linear equations of the
independent (SVL) and dependent variables through comparison
tests of their regression lines [10,31]. We also estimated the
allometric coefficients using the reduced major axis (RMA) and
calculated their standard error [32]. Using the residual regression
values that were calculated by the regression analysis used in
obtaining the allometric coefficients, we performed the Student t
test to determine if the differences between the morphotypes were
statistically significant.
The analyses of specimen shapes were undertaken considering
the cephalic area in dorsal and left-lateral views. Head shape was
chosen as this character is considered a determinant factor in
studies of intra- and interspecific variation in the genus
Proceratophrys [24].
The choice ofthe landmarks used with the specimens of P.cristiceps
from the Pedra da Boca State Park was based on diagnostic
characters traditionally used for the different species of this genus
[25,33–36]. In addition to representing important characteristics in
studies of these taxa, all of the points chosen represent phylogenetic
and ontogenetic homologs among the specimens, according to the
criteria of topographic equivalence in primary homology [37]. This
method was applied to diminish errors among correspondence
points [38–41]. As such, we analyzed 73 individuals of both
morphotypic varieties, including 53 individuals identified as the
common morphotype, and 19 individuals of the yellow morphotype.
Of this total, six specimens of the common morphotype and one
specimen of the yellow morphotype were later excluded due to
evidence of injuries to these animals.
Ten anatomical landmarks in the dorsal midline plane
(Figure 8A) were selected in all specimens: 1–the most anterior
extremity of the left nasal crest; 2–the extreme-left nodule of the
anterior amphiocular crest; 3–the most prominent left supra-
ocular nodule; 4–the first nodule of the left oculodorsal crest
(situated immediately posterior to the left orbit); 5–the first nodule
of the right oculodorsal crest (situated immediately posterior to the
right orbit); 6–the most prominent right supra-ocular nodule; 7–
the extreme-right nodule of the anterior amphiocular crest; 8–the
most anterior extremity of the right nasal crest; 9–the extreme-
anterior nodule of the anterior amphiocular crest (equivalent in its
position to the median-central portion of the sphenethmoid); and
10–the median tubercle of the anterior amphiocular crest
(equivalent in its position to the median-central portion of the
frontoparietals that make contact with the sphenethmoid).
For the lateral cephalic region (Figure 8B) the landmarks used
were: 11–the extreme-anterior margin of the eye; 12–the extreme-
posterior of the canthal crest (tubercles at the anterior border of
the eyelid); 13–the most anterior extremity of the nasal crest; 14–
the most anterior extremity of the upper lip (equivalent in position
Figure 7. Morphotypes of P. cristiceps encountered in the Pedra
da Boca State Park. A–Common morphotype; B–Yellow morphotype.
Photographs: Cla ´udio Sampaio (A) and Yuri Lima (B).
doi:10.1371/journal.pone.0003934.g007
Figure 8. Landmarks locations on P. cristiceps. A-dorsal view and B-lateral view. Photographs: Washington Vieira.
doi:10.1371/journal.pone.0003934.g008
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posterior of the upper lip; 16–the first nodule of the oculodorsal
series; and 17–the extreme-posterior margin of the eye. The
coordinates of the landmarks of each specimen were obtained
using the tpsDig software package [42].
We used the method of point super-positioning following
optimization criteria (Procrustes) during shape analyses to generate
the smallest possible sum of the squares of the distances between
corresponding points [43]. This method is considered the most
reliable for determining morphometric relationships in shape
analysis [44–46].
In order to determine the relationships between the shapes of
the two morphotypes of P. cristiceps we calculated a RWA with
a=0 and assigned equal importance to all of the spatial scales (as
this is the best option for exploratory studies) [47]. We then used
the Thin-plate spline methodology to examine the variation
between the morph-forms. The relative deformation method
functioned as an optimal alternative for studies of intrapopula-
tional variation [48].
In order to determine if both of the distance shapes of the
morphotypes were statistically significant, a discriminate function
analysis was performed with the values transformed into
Procrustes residuals by subtracting the mean shape, and a P-value
was calculated using Hotelling’s t-test function at a significance
level of p,0.001. This latter method was applied as it represents a
natural multidimensional extension of the t-statistic widely used in
the biological sciences [49–52]. The Procrustes superimposition
and Thin-plate spline method were performed using the Past
software package [53], while the Hotelling’s t-test and discriminate
functions were generated using Statistica software (StatSoft; Inc.;
OK).
Acknowledgments
The authors would like to thank Marinus S. Hoogmoed and Alfredo
Langguth Bonino for their suggestions in the initial phases of this work;
Øyvind Hammer for helping us with a number of questions; F. James
Rohlf for supplying published articles; and the Instituto Brasileiro do Meio
Ambiente e dos Recursos Naturais Renova ´veis (IBAMA) for authorization
to capture the animals.
Author Contributions
Conceived and designed the experiments: KSV MIMH. Performed the
experiments: KSV. Analyzed the data: KSV MIMH WLdSV. Contributed
reagents/materials/analysis tools: WLdSV. Wrote the paper: KSV CA
WLdSV. Did field work: KSV CA WLdSV. Discussed the results: CA.
Fine-tuned the manuscript: CA MIMH.
References
1. Ab’Saber AN (1977) Os domı ´nios morfoclima ´ticos na Ame ´rica do Sul: Primeira
Aproximac ¸a ˜o. Geomorfologia 52: 1–21.
2. Frost DR, Grant T, Faivovich J, Bain RH, Haas A, et al. (2006) The amphibian
tree of life. B Am Mus Nat Hist 297: 1–370.
3. Muller F (1883) Katalog der typusexemplare in der amphibien sammlung des
Naturhistorischen Museums zu Basel. Band, Separatabdruck aus den Verhan-
dlungen der Naturs Cheden Gesellschaft in Basel Band LVII. In Von Lothar
Forcart 1946.
4. Lynch JD (1971) Evolutionary relationships, Osteology, and zoogeography of
leptodactyloid frogs. Lawrence: University of Kansas, Miscellaneous Publica-
tions Nu 53. 238 p.
5. Vieira WLS, Vieira KS, Santana GG (2007) Description of the tadpoles of
Proceratophrys cristiceps (Anura: Cycloramphidae, Odontophrynini). Zootaxa 1397:
17–24.
6. Napoli MF, Caramaschi U (1999) Geographic variation of Hyla rubicundula and
Hyla anatalianasi, with description of a new species (Anura, Hylidae). Alytes 16(3–
4): 165–189.
7. Savage JM, Slowinski JB (1996) Evolution of coloration, urotomy and coral
snake mimicry in the snake genus Scaphiodontophis (Serpentes: Colubridae).
Biol J Linn Soc 57: 129–194.
8. Manier MK (2004) Geographic variation in the long-nosed snake, Rhinocheilus
lecontei (Colubridae): beyond the subspecies debate. Biol J Linn Soc 83: 65–85.
9. Mayr E (1971) Populations, Species and Evolution. CambridgeMassachusetts:
The Belknap Press of Harvard University Press, Abridged Ed. edition. 472 p.
10. Ferrer Lopez JR, Pereira de Puga G, Cong MY (1991) Estudio de la
morfometrı ´a de los juveniles de 4 poblaciones de Terebia granifera en condiciones
de laboratorio. Rev Cubana Med Trop 43(1): 26–30.
11. Miranda-Ribeiro A (1920) Algumas considerac ¸o ˜es sobre o ge ˆnero Ceratophrys e
suas espe ´cies. Rev Mus Paulista Tomo XII: 291–399.
12. Barahona F, Barbadillo LJ (1998) Inter and intraspecific variation in the post-
natal skull of some lacertid lizards. J Zoo Lond 245: 393–405.
13. Martin GM (2005) Intraspecific variation in Lestodelphys halli (Marsupialia:
Didelphimorphia). J Mammal 86(4): 793–802.
14. Moore MK, Townsend VR (2003) Intraspecific variation in cranial ossification
in the tailed frog, Ascaphus truei. J Herpetol 37(4): 714–717.
15. KrysI ¨tufek B (2002) Cranial variability in the eastern hedgehog Erinaceus concolor
(Mammalia: Insectivora). J Zool 258: 365–373.
16. Monteiro LR, Diniz-Filho AF, Reis SF, Arau ´jo ED (2002) Geometric estimates
of hereditability in biological shape. Evolution 56: 563–572.
17. Wiens JJ (1999) Polymorphism in systematics and comparative biology. Annu
Rev Ecol Syst 30: 327–362.
18. Dias AG, Cruz CAG (1993) Ana ´lise das diverge ˆncias morfolo ´gicas de Hyla
bipunctata Spix em duas populac ¸o ˜es do Rio de Janeiro e Espı ´rito Santo, Brasil
(Amphibia, Anura, Hylidae). Rev Bras Zool 10(3): 439–441.
19. Heyer WR, Donnelly MA, McDiarmid RW, Hayek LC, Foster MS (1994)
Measuring and monitoring biological diversity: Standard methods for amphib-
ians. Washington: Smithsonian Institution Press. 364 p.
20. Herpetological Animal Care and use Committee (HACC) of the American
Society of Ichthiologists and Herpetologists (2004) Guidelines for use of live
amphibians and reptiles in field and laboratory research. 41 p.
21. Wiley EO (1981) Phylogenetics–The theory and pratice of phylogenetic
systematics. Lawrence: University of Kansas, A Wiley-Interscience Publication
(John Wiley & Sons). 439 p.
22. Miranda-Ribeiro A (1937) Espe ´cies novas do ge ˆnero ‘‘Stombus’’ da se ´rie de
appendices oculares reduzidos. O Campo. 24 p.
23. Straughan JR, Main AR (1966) Speciation and polymorphism in the genus Crinia
Tschudi (Anura, Leptodactylidae) in Queensland. Proc R Soc Qd 78(2): 11–28.
24. Izecksohn E, Peixoto OL (1980) Sobre a utilizac ¸a ˜o do nome Stombus precrenulatus
Miranda-Ribeiro, 1937 e a validez da espe ´cie (Amphibia, Anura, Leptodacty-
lidae). Rev Bras Biol 40(3): 605–609.
25. Izecksohn E, Peixoto OL (1981) Nova espe ´cie de Proceratophrys, da hile ´ia bahiana,
Brasil (Amphibia, Anura, Leptodactylidae). Rev Bras Biol 41(1): 19–24.
26. Izecksohn E, Carvalho-e-Silva SP, Deiss I (2005) Osteocra ˆnio de Proceratophrys
boiei (Wied-Neuwied), P. appendiculata (Gu ¨nther), P. melanopogon (Miranda-Ribeiro)
e P. laticeps (Anura, Leptodactylidae). Rev Brasil Zool 22 (1): 225–229.
27. Sanchı ´z B (1998) Salientia. Handbuch der Pala ¨oherpetologie, Teil 4. Munich:
Dr. Friedrich Pfeil Verlag. 276 p.
28. Duellman WE, Trueb L (1994) Biology of amphibians. Baltimore: The Johns
Hopkins University Press. pp 696.
29. Arango HG (2001) Bioestatı ´stica teo ´rica e computacional. Rio de Janeiro:
Editora Guanabara Koogan. 235 p.
30. Vieira S, Hoffmann R (1989) Estatı ´stica experimental. Sa ˜o Paulo: Editora Atlas
S.A.. 179 p.
31. Zar JH (1999) Biostatistical analylis Pearson Higher Education. pp 663.
32. Miller RL, Kahn JS (1962) Statistical analysis in the geological Sciences. New
York: John Wiley & Sons. 483 p.
33. Braun PC (1973) Nova espe ´cie do ge ˆnero Proceratophrys Miranda-Ribeiro, 1920
do Estado do Rio Grande do Sul, Brasil (Anura, Ceratophrynidae). Iheringia Ser
Zool 43: 91–99.
34. Weygoldt P, Peixoto OL (1985) A new species of horned toad (Proceratophrys) from
Espı ´rito Santo, Brazil (Amphibia: Salientia: Leptodactylidae). Senckenbergiana
Biol 66(1/3): 1–8.
35. Giaretta AA, Bernarde PS, Kokubum MN (2000) A new species of Proceratophrys
(Anura: Leptodactylidae) from the Amazon Rain Forest. J Herpetol 34(2): 173–178.
36. Cruz CAG, Prado GM, Izecksohn E (2005) Nova espe ´cie de Proceratophrys
Miranda-Ribeiro, 1920 do sudeste do Brasil (Amphibia, Anura, Leptodactyli-
dae). Arq Mus Nac RJ 63(2): 289–295.
37. Marcus LF, Hingst-Zaher E, Zaher H (2000) Application of landmark
morphometrics to skulls representing the order of living mammals. Hystrix
(n.s.) 11(1): 27–47.
38. Bookstein FL (1990) Introduction to methods of landmark data. In: Rohlf FJ,
Bookstein FL, eds. Proceedings of the Michigan morphometrics workshop.
Special publication number 2. University of Michigan, USA. Ann Arbor:
Museum of Zoology. pp 215–225.
39. Bookstein FL (1997) Morphometric tools for landmark data: geometry and
biology. Cambridge: Cambridge University Press. 455 p.
40. Zelditch M, Swiderski D, Sheets DH, Fink W (2004) Geometric morphometric
for biologists. New York: Academic Press. 416 p.
41. Monteiro LR, Reis SF (1999) Princı ´pios de Morfometria Geome ´trica. Ribeira ˜o
Preto: Holos, editora. 188 p.
Variation in Toad Neotropical
PLoS ONE | www.plosone.org 8 December 2008 | Volume 3 | Issue 12 | e393442. Rohlf FJ (2006) tpsDig, version 2.05 Ecology & Evolution, SUNY at Stony Brook.
43. Rohlf FJ, Slice D (1990) Extensions of the procrustes method for the optimal
superimposition of landmarks. Syst Zool 39: 40–59.
44. Chapman RE (1990) Conventional procrustes approaches. In: Rohlf FJ,
Bookstein FL, eds. Proceedings of Michigan Morphometrics Workshop. Special
Publications number 2. University of Michigan, USA. Ann Arbor: Museum of
Zoology. pp 251–267.
45. Goodall CR (1991) Procrustes methods in the statistical analysis of shape. J R Stat
Soc B 53: 285–339.
46. Rohlf FJ (1992) The analysis of shape variation using ordinations of fitted
functions. In: Sorensen JT, Foottit R, eds. Ordinations in the study of
morphology, evolution and systematics of insects: applications and quantitative
genetic rationales. Amsterdam, Netherlands: Elsevier. pp 95–112.
47. Bookstein FL (1993) A brief history of the morphometric sı ´thesis. In Marcus LF,
Bello E, Garcia-Valdecasas, eds. Contributions to morphometrics. Madrid:
Museo Nacional de Ciencias Naturales. pp 15–40.
48. Bookstein FL (1989) Principal warps: thin-plate splines and the decomposition of
deformations. IEEE Trans Pat Anal Mach Intel 11: 567–585.
49. Kariya T (1981) A robustness property of Hotelling’s T2-test. Ann Stat 9(1):
211–214.
50. Hammer Ø (2002) Morphometrics–brief notes. Available: http://folk.uio.no/
ohammer/past/doc1.html. Pala ¨ontologisches Institut und Museum, Zu ¨rich. pp
49. Accessed 25 March 2008.
51. Lu Y, Liu P, Xiao P, Deng H (2005) Hotelling’s T
2 multivariate profiling for
detecting differential expression in microarrays. Bioinformatics 21(14):
3105–3113.
52. Pretorius E (2005) Using geometric morphometrics to investigate wing
dimorphism in males and females of hymenoptera–a case study based on the
genus Tachysphex Kohl (Hymenoptera: Sphecidae: Larrinae). Aust J Entomol 44:
113–121.
53. Hammer Ø, Harper DAT, Ryan PD (2007) Past, version 1.73c. Palaeontological
software package for education and data analysis.
Variation in Toad Neotropical
PLoS ONE | www.plosone.org 9 December 2008 | Volume 3 | Issue 12 | e3934